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fK| (57) Abstract: Methods of therapy for B-cell malignancies are provided. The methods comprise administering a therapeutically 
effective amount of an antagonist anti-CD40 antibody or antigen-binding fragment thereof to a patient in need thereof. The antago- 

^ nist anti-CD40 antibody or antigen-binding fragment thereof is free of significant agonist activity when the antibody binds a CD40 
antigen on a normal human B cell, exhibits antagonist activity when the antibody binds a CD40 antigen on a malignant human B 

Q cell, and can exhibit antagonist activity when the antibody binds a CD40 antigen on a normal human B cell. Antagonist activity 
of the anri-CD40 antibody or antigen-binding fragment thereof beneficially inhibits proliferation and/or differentiation of malignant 

\^ human B cells. 
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TT,e present mvent.cn is directed to methods of therapy for diseases 

charaetenzed by malignant B cells and tumors of B cell „ ■ 

CD40 antibodies or antigen bind" 1 anl, « oni * 

ui«, or antigen-bmdmg fragments thereof. 

5 BACKGROUND OF THE INVENTION 
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muscle cells. CD40 is also expressed at low levels on vascular endothelial cells and is 
up-regulated in areas of local inflammation. 

Human CD40 is a peptide of 277 amino acids having a predicted molecular 
weight of 30,600, with a 19 amino acid secretory signal peptide comprising 
5 _ predominantly hydrophobic amino acids. The CD40 receptor exists in a highly 

modified glycoprotein state on the cell surface and migrates in sodium dodecyl sulfate 
(SDS)-polyacrylamide gels as an approximately 50 kDa polypeptide. 

The CD40 antigen is known to be related to the human nerve growth factor 
(NGF) receptor, tumor necrosis factor-oc (TNF-a) receptor, and Fas, suggesting that 
10 c - CD40 is a receptor for a ligand with important functions in B-cell activation. During 
B-cell differentiation, the molecule is first expressed on pre-B cells and then 
disappears from the cell surface when the B cell becomes a plasma cell. The CD40 
cell-surface antigen plays an important role in B-cell proliferation and differentiation. 
Binding of its ligand (termed CD40L or CD 154) to the CD40 receptor 
1 5 stimulates B-cell proliferation and differentiation, antibody production, isotype 

switching, and B-cell memory generation. The human and murine CD40L (CD40 
receptor) genes have been cloned (Spriggs et al. (1992) J. Exp. Med, 1 76:1543; 
Armitage et aL (1992) Nature 357:80; and U.S. Patent No. 6,264,951). Engagement 
of CD40 receptors by the CD40 ligand on APCs, such as macrophages and dendritic 
20 cells, up-regulates cell-surface expression of MHC Class II and CD80/86, and induces 
the secretion of pro-inflammatory cytokines such as IL-8, IL-12, and TNF, all of 
which increase the potency of antigen presentation to T cells. 

All B cells express common cell surface markers, including CD40. 
Transformed cells from patients with low- and high-grade B-cell lymphomas, B-cell 
25 acute lymphoblastic leukemia, multiple myeloma, chronic lymphocytic leukemia, and 
Hodgkin's disease express CD40. CD40 expression is also detected in two-thirds of 
acute myeloblasts leukemia cases and 50% of AIDS-related lymphomas. Further, 
malignant B cells from several tumors of B-cell lineage express a high degree of 
CD40 and appear to depend on CD40 signaling for survival and proliferation. 
30 Additionally, immunoblastic B-cell lymphomas frequently arise in 

immunocompromised individuals such as allograft recipients and others receiving 
long-term immunosuppressive therapy, AIDS patients, and patients with primary 
immunodeficiency syndromes such as X-linked lymphoproliferative syndrome or 
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Wi ^«-AI<Wch Sy ^^ e( Thon, M «^.(, 9 9 l )^.c OT ^^. 57: 3 29 . st ^ e( 
al. (1 993) Ann. Intern. Med. 1 1 8:45). These tumors appear to arise as a result of 
■mpatred T-cell control of latent Epstein-Barr virus (EBV) infection. Similar 
lymphomas of human origin can be induced in mice with severe combined 
5 mrmunodenciency syndrome (SOD, by inoculation of peripheral blood .ymphocy.es 

* 0m hea " hy - EBV -P°*i"ve individuals (Mosier e, al. (1988) Nature 335-256- 
Rowe«u/(1991)y.£«,,. W e rf . 173:147). ' ' 

The pathogenesis of low-grade B-li„eage malignancies, including non- 
Hodgkm-s lymphoma and chronic lymphocytic leukemia, is strongly affect by tire 
usance of the gmwmWiva, signa, by CD40 and a cripp,ed dead, signa, by Fas 
Stiuhes m low-grade non-Hodgkin's lymphoma suggest ma, me disease is me resu.,' 
of an acumu,ation of lymphomas cella due to Action in Fas-mediated apoptosis 
and an mcreaae in tire survival signal through CD40. CD40 provides a survival signal 
for .ymphoma cells from non-Hodgkin's B-lymphoma patient and stimulates their 
growti, tnntro (Roma™, e, al (2000) Leu k Lymphoma 36:255 . 262; ^ m 
2O0O)y. lo4: 2200-2206; Kitadaetn/. (,999)i. J. Haematol. ,06-995- 

004, Romano e, a,. (,998) W 92:990-995; Jacob e, a,. (,998) LeuK Res. 22^. 

10.488-493; and Gremerera/. (,997) Am J. Pathol. 150:1583-1593) 

Approximately 85-/. of non-Hodgkin's lymphomas, a diverse group of 
mahgnancies, are of B-ce„ origin. The non-Hodgkin's .ymphomas originate from 
component* of me spleen, thymus, and lymph nodes. In me 
class.ficanon scheme, ,hese lymphomas been divided into low-, intermediate-, and 
mgh-grade categories by virtue of their natural histories (see "The Non-Hodgkin's 
Lymphoma Pathologic Classification Project," Career 49(1 982):2 1 12-2 1 35) The 
low-grade or favorable lymphomas are indolent, with a median survival of 5 ,o !0 
years (Horn,„ g and Rosenberg (1984) N. Engl. J. Med. 311:1471-1475). Although 
chemotherapy can induce remissions in me majority of indo ,e„ t lyn , phonlas> cures „ 
rare, and most patients eventually relapse, requiring further therapy The 
mtermediate. and high-grade lymphomas are more aggressive tumors, bu, they have a 
greater chance for cum with chemotherapy. However, significant numbers of these 
patients wil, slill re ,ap Se and require firmer treatment to induce remissions 
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Furthermore, patients undergoing chemotherapy can experience toxicity effects. 
Therefore, there is a need for new therapies for treating diseases of malignant B cells. 

SUMMARY OF THE INVENTION 
5 Methods for treating a patient with a disease comprising malignant B cells, 

including lymphomas such as non-Hodgkin's lymphomas (high-grade lymphomas, 
intermediate-grade lymphomas, and low-grade lymphomas), Hodgkin's disease, acute 
lymphoblastic leukemias, myelomas, chronic lymphocytic leukemias, and 
myeloblastic leukemias are provided. The method comprises treating the patient with 

10 anti-CD40 antibodies or antigen-binding fragments thereof that are free of significant 
agonist activity when bound to a CD40 antigen on a normal human B cells and that 
exhibit antagonist activity when bound to a CD40 antigen on a malignant human 
B cell. Monoclonal antibodies and antigen-binding fragments thereof that are suitable 
for use in the methods of the invention exhibit the following characteristics: 1) are 

15 capable of specifically binding to a human CD40 antigen expressed on the surface of 
a human cell; 2) are free of significant agonist activity when bound to a CD40 antigen 
on a normal human B cell; and, 3) exhibit antagonist activity when bound to a CD40 
antigen on a malignant human B cell. In some embodiments, the anti-CD40 antibody 
or fragment thereof also exhibits antagonist activity when bound to CD40 antigen on 

20 normal human B cells. The monoclonal antibodies have a strong affinity for CD40 
and are characterized by a dissociation constant (K<j) of at least 10" 5 M, preferably at 
least about 10" 8 M to about 10" 20 M, more preferably at least about 5 X 10" 9 to about 
10" 16 M. Suitable monoclonal antibodies have human constant regions; preferably 
they also have wholly or partially humanized framework regions; and most preferably 

25 are fully human antibodies or antigen-binding fragments thereof. 

In one embodiment of the invention, the therapy comprises administering to a 
patient a therapeutically effective dose of a pharmaceutical composition comprising 
suitable anti-CD40 antibodies or antigen-binding fragments thereof A therapeutically 
effective dose of the anti-CD40 antibody or fragment thereof is in the range from 

30 about 0.01 mg/kg to about 40 mg/kg, from about 0.01 mg/kg to about 30 mg/kg, from 
about 0.1 mg/kg to about 30 mg/kg, from about 1 mg/kg to about 30 mg/kg, from 
about 3 mg/kg to about 30 mg/kg, from about 3 mg/kg to about 25 mg/kg, from about 
3 mg/kg to about 20 mg/kg, from about 5 mg/kg to about 15 mg/kg, or from about 7 

-4- 



JSDOCID: <WO 



0228480A2_I_> 



10 



15 



20 



25 



30 



WO 02/28480 

PCT/USOl/30961 

♦ 

mg/kg to about 12 mg/kg. It is recognized that the treatment may comprise 
administration of a single therapeutically effective dose or administration of multiple 
therapeutically effective doses of the anti-CD40 antibody or antigen-binding fragment 
thereof. 

The anti-CD40 antibodies suitable for use in the methods of the invention may 
be modified. Modifications of the anti-CD40 antibodies include, but are not limited 
to, immunologically active chimeric anti-CD40 antibodies, humanized anti-CD40 
antibodies, and immunologically active murine anti-CD40 antibodies. 

DETAILED DESCRIPTION OF THE INVENTION 
The present invention is directed to methods for treating human patients with 
diseases that originate from malignant B cells. The methods involve treatment with 
an anti-CD40 antibody or antigen-binding fragment thereof, where administration of 
the antibody or antigen-binding fragment thereof promotes a positive therapeutic 
response within the patient undergoing this method of therapy. Anti-CD40 antibodies 
suitable for use in the methods of the invention have the following characteristics- 1) 
they specifically bind a human CD40 antigen expressed on the surface of a human 
cell; 2) they are free of significant agonist activity when bound to a CD40 antigen on 
a normal human B cell; and 3) they exhibit antagonist activity when bound to a CD40 
ant lg en on a malignant human B cell. These anti-CD40 antibodies and antigen- 
binding fragments thereof are referred to herein as antagonist anti-CD40 antibodies 
Such antibodies include, but are not limited to, the fully human monoclonal antibody 
15B8 described below and monoclonal antibodies having the binding characteristics 
of monoclonal antibody 15B8. As discussed in more detail below, these antibodies 
are specific to CD40 receptors. When these antibodies bind CD40 displayed on the 
surface of normal human B cells, the antibodies are free of significant agonist activity 
m some embodiments, their binding to CD40 displayed on the surface of normal 
human B cells results in inhibition of proliferation and differentiation of these normal 
human B cells. Thus, the antagonist anti-CD40 antibodies suitable for use in the 
methods of the invention include those monoclonal antibodies that can exhibit 
antagonist activity toward normal human B cells expressing the cell-surface CD40 
antigen. When antagonist anti-CD40 antibodies bind CD40 displayed on the surface 
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of malignant human B cells, the antibodies exhibit antagonist activity as defined 
elsewhere herein. 

"Treatment" is herein defined as the application or administration of an 
antagonist anti-CD40 antibody or antigen-binding fragment thereof to a patient, or 
5 application or administration of an antagonist anti-CD40 antibody or fragment thereof 
to an isolated tissue or cell line from a patient, where the patient has a disease, a 
symptom of a disease, or a predisposition toward a disease, where the purpose is to 
cure, heal, alleviate, relieve, alter, remedy, ameliorate, improve, or affect the disease, 
the symptoms of the disease, or the predisposition toward the disease. By "treatment" 

TO is also intended the application or administration of a pharmaceutical composition 
comprising the antagonist anti-CD40 antibodies or fragments thereof to a patient, or 
application or administration of a pharmaceutical composition comprising the anti- 
CD40 antibodies or fragments thereof to an isolated tissue or cell line from a patient, 
who has a disease, a symptom of a disease, or a predisposition toward a disease, 

15 where the purpose is to cure, heal, alleviate, relieve, alter, remedy, ameliorate, 
improve, or affect the disease, the symptoms of the disease, or the predisposition 
toward the disease. 

By "anti-tumor activity" is intended a reduction in the rate of malignant B-cell 
proliferation or accumulation, and hence a decline in growth rate of an existing tumor 

20 or in a tumor that arises during therapy, and/or destruction of existing neoplastic 
(tumor) cells or newly formed neoplastic cells, and hence a decrease in the overall 
size of a tumor during therapy. Therapy with at least one anti-CD40 antibody (or 
antigen-binding fragment thereof) causes a physiological response that is beneficial 
with respect to treatment of disease states comprising malignant B cells in a human. 

25 The monoclonal antibody 15B8 represents a suitable antagonist anti-CD40 
antibody for use in the methods of the present invention. This antibody is described 
in U.S. Provisional Application Serial No. 60/237,556, titled "Human Anti-CD40 
Antibodies," filed October 2, 2000, and PCT International Application No. 
PCT/US01/ , also titled "Human Anti-CD40 Antibodies," filed October 2, 

30 2001 (Attorney Docket No. PP15798.002), both of which are herein incorporated by 
reference in their entirety. The 15B8 antibody is a fully human anti-CD40 
monoclonal antibody of the IgG2 isotype produced from the hybridoma cell line 
15B8. The cell line was created using splenocytes from an immunized xenotypic 
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mouse containing a human immunoglobulin locus (Abgenix). The spleen cells were 
fused with the mouse myeloma SP2/0 cells (Sierra BioSource). The resulting 
hybridomas were sub-cloned several times to create the stable monoclonal cell line 
15B8. 

The 15B8 cell line was adapted to grow in protein-free medium and used to 
create a Master Cell Bank. The Master Cell Bank was tested for identity and 
adventitious and endogenous contaminants. The Master Cell Bank was used to 
manufacture the desired human IgG 2 . The respective 15B8 antibody was purified 
using chromatography and filtration procedures. 

The anti-CD40 antibody 15B8 is a polypeptide composed of 1,284 amino acid 
residues with a predicted molecular weight of 149,755 with two heavy chains and two 
light chains in a heterodimeric airangement. Amino acid analysis reveals that the 
antibody is composed of equimolar amounts of heavy and light chains. The 15B8 
monoclonal antibody binds soluble CD40 in ELIS A-type assays. When tested in vitro 
for effects on proliferation of B cells from numerous primates, 1 5B8 acts as an 
agonistic anti-CD40 antibody in cynomologous, baboon, and rhesus monkeys. In 
assays with humans, chimpanzees, and marmosets, 15B8 is an antagonist anti-CD40 
antibody. The binding affinity of 15B8 to human CD40 is 3.1x10 ^ as determined 
by the Biacore™ assay. 

Suitable antagonist anti-CD40 antibodies for use in the methods of the present 
invention exhibit a strong single-site binding affinity for the CD40 cell-surface 
antigen. The monoclonal antibodies of the invention exhibit a dissociation constant 
(Kd) for CD40 of at least 10 5 M, at least 3 X 10" 5 M, preferably at least 10" 6 M to 10' 7 
M, more preferably at least 1 0 8 M to about 1 0" 20 M, yet more preferably at least 5 X 
25 10- 9 Mtoabout 10"' 8 M, most preferably at least about 5 X 10" 9 M to about 10- 16 M, 
such as 10- 8 M, 5 X 10 9 M, 10" 9 M, 5 X 10 ,0 M, 10"°M, 5 X 10" M, 10" M, 5 X 

10-» 2 M,10- ,2 M,5X10- ,3 M,10- ,3 M,5X10- ,4 M,10- ,4 M,5X10- |5 M 10 ,5 M 5 
X 10" M, or 10 16 M, as measured using a standard assay such as Biacore™. Biacore 
analysis is known in the art and details are provided in the "BIAapplications 
30 handbook." 

By "CD40 antigen" is intended a glycosylated transmembrane peptide or any 
fragment thereof (GenBank Accession No. X60592; U.S. Patent Nos. 5,674,492 and 
4,708,871; Stamenkovic et al. (1989) EMBO 8:1403; Clark (1990) Tissue Antige, 
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36:33; Barclay et al (1997) The Leucocyte Antigen Facts Book (2d ed.; Academic 
Press, San Diego)). The CD40 receptor is displayed on the surface of a variety of cell 
types, as described elsewhere herein. By "displayed on the surface" and "expressed 
on the surface" is intended that all or a portion of the CD40 antigen is exposed to the 
5 exterior of the cell. The displayed or expressed CD40 antigen may be fully or 
partially glycosylated. 

By "agonist activity" is intended that the substance functions as an agonist. 
An agonist combines with a receptor on a cell and initiates a reaction or activity that is 
similar to or the same as that initiated by the receptor's natural ligand. An agonist of 

10 CD40 induces any or all of, but not limited to, the following responses: B-cell 

proliferation and differentiation, antibody production, intercellular adhesion, B-cell 
memory generation, isotype switching, up-regulation of cell-surface expression of 
MHC Class II and CD80/86, and secretion of pro-inflammatory cytokines such as IL- 
8, IL-12, and TNF. By "antagonist activity" is intended that the substance functions 

15 as an antagonist. An antagonist of CD40 prevents or reduces induction of any of the 
responses induced by binding of the CD40 receptor to an agonist ligand, particularly 
CD40L. The antagonist may reduce induction of any one or more of the responses to 
agonist binding by 5%, 10%, 15%, 20%, 25%, 30%, 35%, preferably 40%, 45%, 
50%, 55%, 60%, more preferably 70%, 80%, 85%, and most preferably 90%, 95%, 

20 99%, or 100%. Methods for measuring B-cell responses are known to one of skill in 
the art and include, but are not limited to, B-cell proliferation assays, Banchereau- 
Like-B-Cell proliferation assays, T-cell helper assays for antibody production, co- 
stimulation of B-cell proliferation assays, and assays for up-regulation of B-cell 
activation markers. Several of these assays are discussed in more detail elsewhere 

25 herein. 

By "significant" agonist activity is intended an agonist activity of at least 30%, 
35%, 40%, 45%, 50%, 60%, 70%, 75%, 80%, 85%, 90%, 95%, or 100% greater than 
the agonist activity induced by a neutral substance or negative control as measured in 
an assay of a B-cell response. A substance "free of significant agonist activity" would 
30 exhibit an agonist activity of not more than about 25% greater than the agonist 

activity induced by a neutral substance or negative control, preferably not more than 
about 20% greater, 15% greater, 10% greater, 5% greater, 1% greater, 0.5% greater, 
or even not more than about 0.1% greater than the agonist activity induced by a 
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neutral substance or negative control as measured in an assay of a B-cell response. 
The antagonist anti-CD40 antibodies useful in the methods of the present invention 
are free of significant agonist activity as noted above when bound to a CD40 antigen 
on a normal human B cell. In one embodiment of the invention, the antagonist anti- 
5 CD40 antibody is free of significant agonist activity in one B-cell response. In 
another embodiment of the invention, the antagonist anti-CD40 antibody is free of 
significant agonist activity in assays of more than one B-cell response (e.g., 

proliferation and differentiation, or proliferation, differentiation, and antibody 
production). 

10 As used herein »anti-CD40 antibody" encompasses any antibody that 

specifically recognizes the CD40 B-cell surface antigen, including polyclonal 
antibodies, monoclonal antibodies, single-chain antibodies, and fragments thereof 
such as Fab, F(ab') 2 , F v , and other fragments which retain the antigen binding function 
of the parent anti-CD40 antibody. Polyclonal sera may be prepared by conventional 
methods. In general, a solution containing the CD40 antigen is first used to immunize 
a suitable animal, preferably a mouse, rat, rabbit, or goat. Rabbits or goats are 
preferred for the preparation of polyclonal sera due to the volume of serum 
obtainable, and the availability of labeled anti-rabbit and anti-goat antibodies. 
Polyclonal sera can be prepared in a transgenic animal, preferably a mouse bearing 
human immunoglobulin loci. In a preferred embodiment, SO cells expressing CD40 
are used as the immunogen. Immunization can also be performed by mixing or 
emulsifying the antigen-containing solution in saline, preferably in an adjuvant such 
as Freund's complete adjuvant, and injecting the mixture or emulsion parenterally 
(generally subcutaneously or intramuscularly). A dose of 50-200 Mg/injection is 
typically sufficient. Immunization is generally boosted 2-6 weeks later with one or 
more injections of the protein in saline, preferably using Freund's incomplete 
adjuvant. One may alternatively generate antibodies by in vitro immunization using 
methods known in the art, which for the purposes of this invention is considered 
equivalent to in vivo immunization. Polyclonal antisera are obtained by bleeding the 
immunized animal into a glass or plastic container, incubating the blood at 25°C for 
one hour, followed by incubating at 4°C for 2-18 hours. The serum is recovered by 
centrifugation (*.*,, 1 ,000 x g for 1 0 minutes). About 20-50 ml per bleed may be 
obtained from rabbits. 
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Preferably the antibody is monoclonal in nature. By "monoclonal antibody" is 
intended an antibody obtained from a population of substantially homogeneous 
antibodies, i.e., the individual antibodies comprising the population are identical 
except for possible naturally occurring mutations that may be present in minor 

. 5 .... amounts. Monoclonal antibodies are highly specific, being directed against a single 
antigenic site, i.e., the CD40 B-cell surface antigen in the present invention. 
; > Furthermore, in contrast to conventional (polyclonal) antibody preparations that 
typically include different antibodies directed against different determinants 
(epitopes), each monoclonal antibody is directed against a single determinant on the 

10 - antigen. The modifier "monoclonal" indicates the character of the antibody as being 
obtained from a substantially homogeneous population of antibodies, and is not to be 
construed as requiring production of the antibody by any particular method. For 
example, the monoclonal antibodies to be used in accordance with the present 
invention may be made by the hybridoma method first described by Kohler et al. 

15 (1975) Nature 256:495, or may be made by recombinant DNA methods (see, e.g., 

U.S. Patent No. 4,816,567). The "monoclonal antibodies" may also be isolated from 
phage antibody libraries using the techniques described in, for example, Clackson et 
al (1991) Nature 352:624-628; Marks et al (1991) J. Mol Biol 222:581-597; and 
U.S. Patent No. 5,514,548. 

20 Monoclonal antibodies can be prepared using the method of Kohler et al 

(1975) Nature 256:495-496, or a modification thereof. Typically, a mouse is 
immunized with a solution containing an antigen. Immunization can be performed by 
- mixing or emulsifying the antigen-containing solution in saline, preferably in. an 
adjuvant such as Freund's complete adjuvant, and injecting the mixture or emulsion 

25 parenterally. Any method of immunization known in the art may be used to obtain 
the monoclonal antibodies of the invention. After immunization of the animal, the 
w- spleen (and optionally, several large lymph nodes) are removed and dissociated into 

single cells. The spleen cells may be screened by applying a cell suspension to a plate 
* or well coated with the antigen of interest. The B cells expressing membrane bound 

30 immunoglobulin specific for the antigen bind to the plate and are not rinsed away. 
Resulting B cells, or all dissociated spleen cells, are then induced to fuse with 
myeloma cells to form hybridomas, and are cultured in a selective medium. The 
resulting cells are plated by serial dilution and are assayed for the production of 
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antibodies that specifically bind the antigen of interest (and that do not bind to 
unrelated antigens). The selected monoclonal antibody (mAb)-secreting hybridomas 
are then cultured either in vitro (e.g., in tissue culture bottles or hollow fiber 
reactors), or in vivo (as ascites in mice). 

5 As an alternative to the use of hybridomas, antibody can be produced in a cell 

line such as a CHO cell line, as disclosed in U.S. Patent Nos. 5,545,403; 5,545,405; 
and 5,998,144; incorporated herein by reference. Briefly the cell line is'transfe'cted 
with vectors capable of expressing a light chain and a heavy chain, respectively. By 
transfecting the two proteins on separate vectors, chimeric antibodies can be 
10 produced. Another advantage is the correct glycosylate of the antibody. 

Monoclonal antibodies to CD40 are known in the art. See, for example the 
sections dedicated to B-cell antigen in McMichael, ed. (1987; 1989) Leukocyte Typing 
III and IV (Oxford University Press, New York); U.S. Patent Nos. 5,674,492; 
5,874,082; 5,677,165; 6,056,959; WO 00/63395; copending U.S. ProvisionalPatent 
Application Serial No. 60/237,556 entitled, "Human Anti-CD40 Antibodies," filed 
October 2, 2000; Gordon et al. (1988) J. Immunol 140:1425; Valle et al. (1989) Eur 
J,Immunol. 19:1463; Clark et al. (1986) PNAS 83:4494; Paulie et al. (1989) J. 
Immunol. 142:590; Gordon et al. (1987) Eur. J. Immunol. 17:1535; Jabara et al. 
(1990) J. Exp. Med. 172:1861; Zhang et al. (1991) J. Immunol. 146:1836; Gascan et 
al. (1991)7. Immunol. 147:8; Banchereau et al. (1991) Clin. Immunol. Spectrum 3 8- 
and Banchereau et al. (1991) Science 251 :70; all of which are herein incorporated by 
reference. Any anti-CD40 antibody or antigen-binding fragment thereof having the 
bmdmg characteristics and specificity noted herein is suitable for use in the methods 
of the present invention. 

Additionally, the term "anti-CD40 antibody" as used herein encompasses 
ch,meric anti-CD40 antibodies. By "chimeric" antibodies is intended antibodies that 
are most preferably derived using recombinant deoxyribonucleic acid techniques and 
which comprise both human (including immunologically "related" species, e.g., 
chimpanzee) and non-human components. Thus, the constant region of the chimeric 
antmody is most preferably substantially identical to the constant region of a natural 
human antibody; the variable region of the chimeric antibody is most preferably 
derived from a non-human source and has the desired antigenic specificity to the 
CD40 cell-surface antigen. The non-human source can be any vertebrate source that 
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can be used to generate antibodies to a human CD40 cell-surface antigen or material 
comprising a human CD40 cell-surface antigen. Such non-human sources include, 
but are not limited to, rodents (e.g., rabbit, rat, mouse, etc.; see, for example, U.S. 
Patent No. 4,816,567, herein incorporated by reference) and non-human primates 

S. (e.g., Old World Monkey, Ape, etc.; see, for example, U.S. Patent Nos. 5,750,105 and 
5,756,096; herein incorporated by reference). As used herein, the phrase 

^ r „ "immunologically active" when used in reference to chimeric anti-CD40 antibodies 
means a chimeric antibody that binds human CD40. 

Humanized anti-CD40 antibodies are also encompassed by the term anti- 

10 CD40 antibody as used herein. By "humanized" is intended forms of anti-CD40 

antibodies that contain minimal sequence derived from non-human immunoglobulin 
sequences. For the most part, humanized antibodies are human immunoglobulins 
(recipient antibody) in which residues from a hypervariable region (also known as 
complementarity determining region or CDR) of the recipient are replaced by residues 

15 from a hypervariable region of a non-human species (donor antibody) such as mouse, 
rat, rabbit, or nonhuman primate having the desired specificity, affinity, and capacity. 
Humanization can be essentially performed following the method of Winter and co- 
workers (Jones et al. (1986) Nature 321 :522-525; Riechmann et al (1988) Nature 
332:323-327; Verhoeyen et al (1988) Science 239:1534-1536), by substituting rodent 

20 or mutant rodent CDRs or CDR sequences for the corresponding sequences of a 
human antibody. See also U.S. Patent Nos. 5,225,539; 5,585,089; 5,693,761; 
5,693,762; 5,859,205; herein incorporated by reference. In some instances, residues 

:r , within the framework regions of one or more variable regions of the human 
immunoglobulin are replaced by corresponding non-human residues (see, for 

25 example, U.S. Patent Nos. 5,585,089; 5,693,761; 5,693,762; and 6,180,370). 

Furthermore, humanized antibodies may comprise residues that are not found in the 

. ... recipient antibody or in the donor antibody. These modifications are made to further 
refine antibody performance (e.g., to obtain desired affinity). In general, the 

3.^: humanized antibody will comprise substantially all of at least one, and typically two, 

30 variable domains, in which all or substantially all of the hypervariable regions 

correspond to those of a non-human immunoglobulin and all or substantially all of the 
framework regions are those of a human immunoglobulin sequence. The humanized 
antibody optionally also will comprise at least a portion of an immunoglobulin 
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constant region (Fc), typically that of a human immunoglobulin. For further details 
see Jones et al. (1986) Nature 331:522-525; Riechmannef al (1988) Nature 332:323- 
329; and Presta (1992) Curr. Op. Struct. Biol. 2:593-596; herein incorporated by 
reference. Accordingly, such "humanized" antibodies may include antibodies wherein 
5 substantially less than an intact human variable domain has been substituted by the 
corresponding sequence from a non-human species. In practice, humanized 
antibodies are typically human antibodies in which some CDR residues and possibly 
some framework residues are substituted by residues from analogous sites in rodent 
antibodies. See, for example, U.S. Patent Nos. 5,225,539; 5,585,089; 5,693,761; 
5,693,762; 5,859,205. See also U.S. Patent No. 6,1 80,370, and International 
Publication No. WO 01/27160, where humanized antibodies and techniques for 
producing humanized antibodies having improved affinity for a predetermined 
antigen are disclosed. 

Also encompassed by the term anti-CD40 antibodies are xenogeneic or 
modified anti-CD40 antibodies produced in a non-human mammalian host, more 
particularly a transgenic mouse, characterized by inactivated endogenous 
immunoglobulin (Ig) loci. In such transgenic animals, competent endogenous genes 
for the expression of light and heavy subunits of host immunoglobulins are rendered 
non-functional and substituted with the analogous human immunoglobulin loci. 
These transgenic animals produce human antibodies in the substantial absence of light 
or heavy host immunoglobulin subunits. See, for example, U.S. Patent Nos. 
5,877,397 and 5,939,598, herein incorporated by reference. 

Fragments of the anti-CD40 antibodies are suitable for use in the methods of 
the invention so long as they retain the desired affinity of the full-length antibody. 
Thus, a fragment of an anti-CD40 antibody will retain the ability to bind to the CD40 
B-cell surface antigen. Such fragments are characterized by properties similar to the 
corresponding full-length antagonist anti-CD40 antibody, that is the fragments will 1) 
specifically bind a human CD40 antigen expressed on the surface of a human cell; 2) 
are free of significant agonist activity when bound to a CD40 antigen on a normal' 
human B cell; and 3) exhibit antagonist activity when bound to a CD40 antigen on a 
malignant human B cell. Where the full-length antagonist anti-CD40 antibody 
exhibits antagonist activity when bound to the CD40 antigen on the surface of a 
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normal human B cell, the fragment will also exhibit such antagonist activity. Such 
fragments are referred to herein as "antigen-binding" fragments. 

Suitable antigen-binding fragments of an antibody comprise a portion of a 
full-length antibody, generally the antigen-binding or variable region thereof 
5 Examples of antibody fragments include, but are not limited to, Fab, F(ab*)2, and Fv 
fragments and single-chain antibody molecules. By "single-chain Fv" or "sFv" 
. .antibody fragments is intended fragments comprising the V H and Vl domains of an 
antibody, wherein these domains are present in a single polypeptide chain. See, for 
example, U.S. Patent Nos. 4,946,778; 5,260,203; 5,455,030; 5,856,456; herein 

10 incorporated by reference. Generally, the Fv polypeptide further comprises a 

polypeptide linker between the Vh and Vl domains that enables the sFv to form the 
desired structure for antigen binding. For a review of sFv see Pluckthun (1994) in 
The Pharmacology of Monoclonal Antibodies , Vol. 113, ed. Rosenburg and Moore 
(Springer- Verlag, New York), pp. 269-315. 

1 5 Antibodies or antibody fragments can be isolated from antibody phage 

libraries generated using the techniques described in, for example, McCafferty et ah 

(1990) Nature 348:552-554 (1990) and U.S. Patent No. 5,514,548. Clackson et al 

(1991) Nature 352:624-628 and Marks et al. (1991) J. Mol Biol 222:581-597 
describe the isolation of murine and human antibodies, respectively, using phage 

20 libraries. Subsequent publications describe the production of high affinity (nM range) 
human antibodies by chain shuffling (Marks et al (1992) Bio/Technology 10:779- 
783), as well as combinatorial infection and in vivo recombination as a strategy for 
constructing very large phage libraries (Waterhouse et al (1993) Nucleic Acids Res. 
21 :2265-2266). Thus, these techniques are viable alternatives to traditional 

25 monoclonal antibody hybridoma techniques for isolation of monoclonal antibodies. 

Various techniques have been developed for the production of antibody 
fragments. Traditionally, these fragments were derived via proteolytic digestion of 
intact antibodies (see, e.g., Morimoto et al (1 992) Journal of Biochemical and 
Biophysical Methods 24:107-1 17 (1992) and Brennan et al (1985) Science 229:81). 

30 However, these fragments can now be produced directly by recombinant host cells. 
For example, the antibody fragments can be isolated from the antibody phage libraries 
discussed above. Alternatively, Fab -SH fragments can be directly recovered from E. 
coli and chemically coupled to form F(ab') 2 fragments (Carter et al (1992) 
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Bio/Technology 10:163-167). According to another approach, F(ab') 2 fragments can 
be isolated directly from recombinant host cell culture. Other techniques for the 
production of antibody fragments will be apparent to the skilled practitioner. 
Antagonist anti-CD40 antibodies useful in the methods of the present 
5 invention include the 1 5B8 monoclonal antibody disclosed herein as well as 

antibodies differing from this antibody but retaining the CDRs; and antibodies with 
one or more amino acid additions), deletions), or substitutions), wherein the 
antagonist activity is measured by inhibition of malignant B cell proliferation and/or 
differentiation. The invention also encompasses de-immunized antagonist anti-CD40 
) antibodies, which can be produced as described in, for example, International 

Publication Nos. WO 98/52976 and WO 0034317; herein incorporated by reference. 
In this manner, residues within the antagonist anti-CD40 antibodies of the invention 
are modified so as to render the antibodies non- or less immunogenic to humans while 
retaining their antagonist activity toward malignant human B cells, wherein such 
activity is measured by assays noted elsewhere herein. Also included within the scope 
of the claims are fusion proteins comprising an antagonist anti-CD40 antibody of the 
invention, or a fragment thereof, which fusion proteins can be synthesized or 
expressed from corresponding polynucleotide vectors, as is known in the art. Such 

fusion proteins are described with reference to conjugation of antibodies as noted 
20 below. 

Antagonist anti-CD40 antibodies identified as having the binding 
characteristics and specificity described herein for use in the methods of the present 
invention can have sequence variations produced using methods described in, for 
example, Patent Publication Nos. EP 0 983 303 A 1 , WO 00/343 1 7, and 
WO 98/52976, incorporated herein by reference. For example, it has been shown that 
sequences within the CDR can cause an antibody to bind to MHC Class II and trigger 
an unwanted helper T cell response. A conservative substitution can allow the 
antibody to retain binding activity yet lose its ability to trigger an unwanted T cell 
response. Any such conservative or non-conservative substitutions can be made using 
art-recognized methods, such as those noted elsewhere herein, and the resulting 
antibodies will fall within the scope of the invention. The variant antibodies can be 
routinely tested for antagonist activity, affinity, and specificity using methods 
described herein. 
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An antibody produced by any of the methods described above, or any other 
method not disclosed herein, will fall within the scope of the invention if it possesses 
at least one of the following biological activities: inhibition of immunoglobulin 
secretion by normal human peripheral B cells stimulated by T cells; inhibition of 
5 proliferation of normal human peripheral B cells stimulated by Jurkat T cells; 

inhibition of proliferation of normal human peripheral B cells stimulated by CD40L- 
expressing cells; and inhibition of proliferation of human malignant B cells as noted 
below. These assays can be performed as described in the Examples herein. See also 
the assays described in Schultze et al. (1998) Proc. Natl. Acad. Sci. USA 92:8200- 
10 8204; Dentone/ al. (1998) Pediatr. Transplant. 2:6-15; Evans et al (2000) J. 

Immunol 164:688-697; Noelle (1998) Agents Actions Suppl 49:17-22; Lederman et 
al (1996) Cum Opin. Hematol 3:77-86; Coligan et al (1991) Current Protocols in 
Immunology 13:12; Kwekkeboom et al (1993) Immunology 79:439-444; and U.S. 
Patent Nos. 5,674,492 and 5,847,082; herein incorporated by reference. 
15 Any of the previously described antagonist anti-CD40 antibodies or antibody 

fragments thereof may be conjugated prior to use in the methods of the present 
invention. Methods for producing conjugated antibodies are known in the art. Thus, 
the anti-CD40 antibody may be labeled using an indirect labeling or indirect labeling 
approach. By "indirect labeling" or "indirect labeling approach" is intended that a 
20 chelating agent is covalently attached to an antibody and at least one radionuclide is 
inserted into the chelating agent. See, for example, the chelating agents and 
radionuclides described in Srivagtava and Mease (1991) Nucl Med. Bio. 18:589-603, 
herein incorporated by reference. Alternatively, the anti-CD40 antibody may be 
labeled using "direct labeling" or a "direct labeling approach", where a radionuclide is 
25 covalently attached directly to an antibody (typically via an amino acid residue). 
Preferred radionuclides are provided in Srivagtava and Mease (1991) supra. The 
indirect labeling approach is particularly preferred. See also, for example, 
International Publication Nos. WO 00/52031 and WO 00/52473, where a linker is 
used to attach a radioactive label to antibodies; and the labeled forms of anti-CD40 
30 antibodies described in U.S. Patent No. 6,015,542; herein incorporated by reference. 

Further, an antibody (or fragment thereof) may be conjugated to a therapeutic 
moiety such as a cytotoxin, a therapeutic agent, or a radioactive metal ion. A 
cytotoxin or cytotoxic agent includes any agent that is detrimental to cells. Examples 
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Cancer Detection and Therapy, ed. Baldwin et al. (Academic Press, New York, 
1985), pp. 303-316; and Thorpe et al (1982) Immunol Rev. 62:1 19-158. 

Alternatively, an antibody can be conjugated to a second antibody to form an 
antibody heteroconjugate as described by Segal in U.S. Patent No. 4,676,980. In 
5 addition, linkers may be used between the labels and the antibodies of the invention 
(see U.S. Patent No. 4,83 1,175). Antibodies or, antigen-binding fragments thereof 
may be directly labeled with radioactive iodine, indium, yttrium, or other radioactive 
particle known in the art (U.S. Patent No. 5,595,721). Treatment may consist of a 
combination of treatment with conjugated and nonconjugated antibodies administered 
1 0 simultaneously or subsequently (WO 00/5203 1 and WO 00/52473). 

Methods of the invention are directed to the use of antagonist anti-CD40 
antibodies to treat patients having a disease comprising malignant B cells. By 
"malignant" B cell is intended any neoplastic B cell, including but not limited to B 
cells derived from lymphomas including low-, intermediate-, and high-grade B-cell 
15 lymphomas, immunoblastic lymphomas, non-Hodgkin's lymphomas, Hodgkin's 
disease, Epstein-Barr Virus (EBV) induced lymphomas, and AIDS-related 
lymphomas, as well as B-cell acute lymphoblastic leukemias, myelomas, chronic 
lymphocytic leukemias, acute myeloblastic leukemias, and the like. 

The methods of the invention find use in the treatment of non-Hodgkin's 
20 lymphomas related to abnormal, uncontrollable B cell proliferation or accumulation. 
For purposes of the present invention, such lymphomas will be referred to according 
to the Working Formulation classification scheme, that is those B-cell lymphomas 
categorized as low grade, intermediate grade, and high grade (see "The Non- 
Hodgkin's Lymphoma Pathologic Classification Project," Cancer 49(1982):21 12- 
2135). Thus, low-grade B-cell lymphomas include small lymphocytic, follicular 
small-cleaved cell, and follicular mixed small-cleaved and large cell lymphomas; 
intermediate-grade lymphomas include follicular large cell, diffuse small cleaved cell, 
diffuse mixed small and large cell, and diffuse large cell lymphomas; and high-grade 
lymphomas include large cell immunoblastic, lymphoblastic, and small non-cleaved 
cell lymphomas of the Burkitt's and non-Burkitt's type. 

It is recognized that the methods of the invention are useful in the therapeutic 
treatment of B-cell lymphomas that are classified according to the Revised European 
and American Lymphoma Classification (REAL) system. Such B-cell lymphomas 
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include, bu, am no, limited to , lymphomas m ^ ^ 

such as B-.ymphcblaatic .eukem.V.ymphoma; peripheral B-cel, neoplasms, including 
B-cell chronic lymphocytic leukemia/small lymphocytic lymphoma, 
lymphoplasmacytoid lymphoma/immunocytoma, mantle cell lymphoma (MCL) 
folhcle center lymphoma (follicular) (including dim.se small ce,!, diffuse mix* small 
and arge cell, and diffuse large eel, lymphomas), marginal zone B-cel. lymphoma 
Oncludmg exn^dal, noda!, and splenic types), hairy cel. leukemia, plasmacytoma/ 
myeloma, diffuse large cell B-eel, lymphoma of the subtype primary metiiastina. 
thymtc), Buriciti-s lymphoma, and Burkitfs like high grade B-cell Iy mphoma; acme 
leukemtas; acute lymphocytic leukemias; myeloblasts leukemias; acute myelocytic 
leukemtas; promyelccytic leukemia; myelomonocytic leukemia; monocytic leukemia- 
eryrhroleukemia; granulocytic leukemia (chmnic myelocytic leukemia); chronic ' 
lymphocytic leukemia; polycythemia vera; multiple myeloma; Waldenstiom-s 
macroglobulinemia; heavy chain disease; and unclassinable low-grade or high-grade 
13 B-cell lymphomas. 

I. is recognized that the methods of the invention may be useful in preventing 
further tumor outgrowths arising during therapy. The methods of the invention are 
particularly useful in the Ueatmm 0[sabjMs having ^ ^ ^ 

parncularly those subjects having relapses following standard chemotherapy. Low- 
-0 grade B-oell lymphomas are more indolent than the intermediate- and high-grade 
B-cell lymphomas and are characterized by a telapsing/remitting course Thus 
treatment of these lymphomas is improved using fhe methods of the invention 'as 
relapse episodes are reduced in number and severity. 

The antagonist anti-CD40 antibodies described herein may also find use in th. 
treatment of inflammatoty diseases and deficiencies or disorders of the immune 
system mcluding, but no, limited ,„, systemic lupus erythematosus, psoriasis 

scleroderma, CREST syndrome, inflammatory myositis, Sjogren's syndrome! mix* 
connects tjssue disease , rheumat( , a ^ 

thsease, acute respiratory distress syndrome, pulmonary inflammation, idiopafhic 
■ pulmonary fibrosis, osteoporosis, delayed type hypersensitivity, asthma, primary 
bthary citrhosis, and idiopathic thrombocytopenic puroura. 

In accordance with ,h. methods of the pr<se„, invention, a. least one 
antagonist an,i-CD40 antibody <„r antigen-binding flagmen, therooO as defined 
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elsewhere herein is usedjo promote a positive therapeutic response with respect to a 
malignant human B cell. By "positive therapeutic response" is intended an 
improvement in the disease in association with the anti-tumor activity of these 
antibodies or fragments thereof, and/or an improvement in the symptoms associated 
5 with the disease. That is, an antiproliferative effect, the prevention of further tumor 
outgrowths, and/or a decrease in B symptoms can be observed. Thus, for example, an 
improvement in the disease may be characterized as a complete response. By 
"complete response" is intended an absence of clinically detectable disease with 
normalization of any previously abnormal radiographic studies, bone marrow, and 

10 cerebrospinal rfluid (CSF). Such a response must persist for at least one month 
following treatment according to the methods of the invention. Alternatively, an 
improvement in the disease may be categorized as being a partial response. By 
"partial response" is intended at least about a 50% decrease in all measurable tumor 
burden (i.e., the number of tumor cells present in the subject) in the absence of new 

1 5 lesions and persisting for at least one month. Such a response is applicable to 
measurable tumors only. In addition to these positive therapeutic responses, the 
subject undergoing therapy with the antagonist anti-CD40 antibody or antigen- 
binding fragment thereof may experience the beneficial effect of an improvement in 
the symptoms associated with the disease. Thus the subject may experience a 

20 decrease in the so-called B symptoms, i.e., night sweats, fever, weight loss, and/or 
urticaria. 

By "therapeutically effective dose or amount" is intended an amount of 
antagonist anti-CD40 antibody or antigen-binding fragment thereof that, when 
administered brings about a positive therapeutic response with respect to treatment of 

25 a patient with a disease comprising malignant B cells. Administration of the 

pharmaceutical composition comprising the therapeutically effective dose or amount 
can be achieved using any acceptable administration method known in the art. 
Preferably the pharmaceutical composition comprising the antagonist anti-CD40 
antibody or antigen-binding fragment thereof is administered intravenously, 

30 preferably by infusion over a period of about 1 to about 10 hours, more preferably 
over about 1 to about 8 hours, even more preferably over about 2 to about 7 hours, 
still more preferably over about 4 to about 6 hours, depending upon the anti-CD40 
antibody being administered. The initial infusion with the pharmaceutical 
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c~.pod.ion may be given over a period of about 4 ,o abou, « hours win, subsequent 
mfusmns delivered more quickly. Subsequent infusions may be administered over a 
penod of about 1 to about 6 hours, preferably about 1 to about 4 hours more 
preferably abou, 1 ,„ abou, 3 horns, ye, more preferably about i to about 2 bouts 

A pharmaceutical composition of the invention is fomtulated to be compatible 
w,h .mended ro„,e of administration. Examples ofrou.es of administration 
mclude parental, e g., in^us, imrademtal, subcutaneous, oml <e.g., inhalation) 
transdermal (topical), transmucosa., and recla! adminisnation. Solute or 
suspensions used for parenteral, broaden™., or subcmaneous apphcation can indude 
the foUowmg components: a stente diluent such as water for injection, saline solution 
fixed oris, polyethylene glycols, g 1 ycerin, ptopylene glycol or outer synthetic 
solvent antibacterial agents such as benzy, „coho. or memyl parabens; antioxidants 
such as ascorbic acid or sodium bisulfite; chelating ageras such as 
ethyteneoianrineteuaacetic acid; buffers such as aceu.es, citeates or phosphates and 
agents for me adjusunen, of tonici* such as sodium chloride or dextrose. pH can be 

adjusted wid, acids or bases, such as hydrochloric acid or sodium hydroxide The 
parentera! preparation can ^ ^ jn ^ ■ 

dose vials made of glass or plastic. 

The an,i-CD40 antibodies arc Really provided by stondaro technique within 
a pharmaceutically accep,able buffer, for example, sterile saline, sterile buffered 
water, propy.cne glycol, combinations of me foregoing, e,c. Memods for preparing 
parentemny adminicle agon* are described in ^,„g,o„ * PHannaceuUcal 
Sciences W Mack Publishing Company, Eaton, Pen^ylvania, 1990 X herein 
mcorporated by reference. See also, for example, WO 98/56418, which describes 
s.ab„, 2 ed antibody phannaceutical formulation suitable for use in the memods of me 
present invention. 

The amount of a, leas, one a„M-CD40 antibody or fragment .hereof to be 
admmistered is readi.y deterotincd by one of ordinal ski,, in ar, wimou, undue 
exportation. Factors influencing me mode of admimsteation and ,he respective 
amoun, of a, leas. on. an,agonis, an,i-CD40 antibody (or frogmen, .hereof) include 
bu, are no, hmited to. me particular lymphoma undergoing therapy, the sevcri.y of.be 
d,sease, ,he history of ,he disease, and fire age. heigh, weigh,, beam,, and physics, 
condmon of me individual undergoing merapy. Simi.arly, me amoun, of antegonis, 
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anti-CD40 antibody or fragment thereof to be administered will be dependent upon 
the mode of administration and whether the subject will undergo a single dose or 
multiple doses of this anti-tumor agent. Generally, a higher dosage of anti-CD40 
antibody or fragment thereof is preferred with increasing weight of the patient 
5 undergoing therapy. The dose of anti-CD40 antibody or fragment thereof to be 

administered is.in the range from about 0.003 mg/kg to about 50 mg/kg, preferably in 
the range of 0.01 mg/kg to about 40 mg/kg. Thus, for example, the dose can be 0.01 
mg/kg, 0.03 mg/kg, 0.1 mg/kg, 0.3 mg/kg, 0.5 mg/kg, 1 mg/kg, 1.5 mg/kg, 2 mg/kg, 
2.5 mg/kg, 3 mg/kg, 5 mg/kg, 7 mg/kg, 10 mg/kg, 15 mg/kg, 20 mg/kg, 25 mg/kg, 30 

10 mg/kg, 35 mg/kg, 40 mg/kg, 45 mg/kg, or 50 mg/kg. 

In another embodiment of the invention, the method comprises administration 
of multiple doses of antagonist anti-CD40 antibody or fragment thereof. The method 
may comprise administration of 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 15, 20, 25, 30, 35, 40, or 
more therapeutically effective doses of a pharmaceutical composition comprising an 

15 antagonist anti-CD40 antibody or fragment thereof. The frequency and duration of 
administration of multiple doses of the pharmaceutical compositions comprising anti- 
CD40 antibody or fragment thereof can be readily determined by one of skill in the art 
without undue experimentation. Moreover, treatment of a subject with a 
therapeutically effective amount of an antibody can include a single treatment or, 

20 preferably, can include a series of treatments. In a preferred example, a subject is 

treated with antagonist anti-CD40 antibody or antigen-binding fragment thereof in the 
range of between about 0.1 to 20 mg/kg body weight, once per week for between 
about 1 to 10 weeks, preferably between about 2 to 8 weeks, more preferably between 
about 3 to 7 weeks, and even more preferably for about 4, 5, or 6 weeks. Treatment 

25 may occur annually to prevent relapse or upon indication of relapse. It will also be 
appreciated that the effective dosage of antibody or antigen-binding fragment thereof 
used for treatment may increase or decrease over the course of a particular treatment. 
Changes in dosage may result and become apparent from the results of diagnostic 
assays as described herein. Thus, in one embodiment, the dosing regimen includes a 

30 first administration of a therapeutically effective dose of at least one anti-CD40 
antibody or fragment thereof on days 1, 7, 14, and 21 of a treatment period. In 
another embodiment, the dosing regimen includes a first administration of a 
therapeutically effective dose of at least one anti-CD40 antibody or fragment thereof 
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polypeptide. By "fragment" is intended a polypeptide consisting of only a part of the 
intact polypeptide sequence and structure, as noted elsewhere herein. By "analogue" 
is intended an analogue of either the native polypeptide or of a fragment of the native 
polypeptide, where the analogue comprises a native polypeptide sequence and 
5 structure having one or more amino acid substitutions, insertions, or deletions. By 
"derivative" is intended any suitable modification of the native polypeptide of interest, 

of a fragment G>f the native polypeptide, or of their respective analogues, such as 

•j. 

glycosylation, phosphorylation, polymer conjugation (such as with polyethylene 
glycol), or other addition of foreign moieties, so long as the desired biological activity 
10 of the native polypeptide's retained. Methods for making polypeptide fragments, 
analogues, and derivatives are generally available in the art. 

For example, amino acid sequence variants of an antagonist anti-CD40 
antibody can be prepared by mutations in the cloned DNA sequence encoding the 
antibody of interest. Methods for mutagenesis and nucleotide sequence alterations are 
15 well known in the art. See, for example, Walker and Gaastra, eds. (1983) Techniques 
in Molecular Biology (MacMillan Publishing Company, New York); Kunkel (1985) 
Proc. Nail. Acad. Sci. USA 82:488-492; Kunkel et al (1987) Methods Enzymol 
154:367-382; Sambrook et al (1989) Molecular Cloning: A Laboratory Manual (Cold 
Spring Harbor, New York); U.S. Patent No. 4,873,192; and the references cited 
20 therein; herein incorporated by reference. Guidance as to appropriate amino acid 

substitutions that do not affect biological activity of the polypeptide of interest may be 
found in the model of Dayhoff et al. (1978) in Atlas of Protein Sequence and 
Structure (Natl. Biomed. Res. Found., Washington, D.C.), herein incorporated by 
reference. Conservative substitutions, such as exchanging one amino acid with 
25 another having similar properties, may be preferred. Examples of conservative 

substitutions include, but are not limited to, GlyoAla, Val<=>IleoLeu, Asp<=>Glu, 
Lys<=>Arg, Asn<=>Gln, and PheoTrpoTyr. 

In constructing variants of the antagonist anti-CD40 antibody polypeptide of 
interest, modifications are made such that variants continue to possess the desired 
30 activity, i.e., similar binding affinity and having the following characteristics: 1) are 
capable of specifically binding to a human CD40 antigen expressed on the surface of 
a human cell; 2) are free of significant agonist activity when bound to a CD40 antigen 

on a normal human B cell; and, 3) exhibit antagonist activity when bound to a CD40 

-24- 

022848QA2 I > 



20 



25 



30 



WO 02/28480 

PCT/US01/30961 

-*--.-l^-,ta-.B« B . ObWous.y.a.y mutations made in the DNA 
enc^ng a. variant ^ must not place the ttfm ^ o 

preferably wm no , create compfemen,^ regi „„ s could produK SKOiidary 
mRNA structure. See EP Paten, Application Publication No 75 444 

5 I , "^* ! ™-»«^ MM. wiHgenemfiy have a, 

17', < y " 80%> m ° re ab °"' *» » ** or more, and 

moa, preferably abon, 98-/. or more amino acid sequence idem* ,o ,be amino cid 

sequence of me reference polypeptide molecule, which serves as me basis for 
comparison. A biolo^eally active varian, of a reference antagonist anti-CI>40 
antibody hav,„g the Md bM „ g 

, as lew as 4, 3, 2, or even 1 amino acid residue. By "sequence 
,den„,y , s intended lhe ^ mim ^ ^ ^ found witwn ^ v ^ 

po ypeptide and me polypeptide m»,ec U |e ,ha, aerves as a .femnce when a specified 
contiguoua segment of me amino acid sequence of ,he variant is aligned am. 
compared to me amino acid scuence of , he reference molecule. Thepe.enUge 

zrr? ^ amin ° acw *~ s is »y — -4 - 

number of portions a, which me identical amino acid residue occ.ua in bo,h 

sequences ,o yield ,he number of matehed positions, dividing ,he number of matehed 
pos, o„a by me , oa , „ mber of ^ , ^ ^ « 

selueT " ^ * ^ ^ ' 00 '° *" — - - 

ae™ , F °7; ,POSeS ° f ° P,ima ' » f — sequences, me contiguous 

egmen, of ,he amino acid sequence of me variant may have additions, amino acid 

-dues or deleted amino acid residues witi, respec, ,„ ,he amino acid sequence of me 
^ence molecule. The contiguous segmen, used for compart „ ,he refer! 
ammo ae,d sequence win comprise a, leas, .wenty (20 ) contiguous amino acid 
-dues, and may be 30, 40, 50, ,00, or more msidues. Corrections for increased 
sequence .dandy associated with inclusion of gaps in me varian,, amino acid 
sequence can be made by assigning gap pena||ies ^ 

are we,, known in *. ar, for bod, amino acid sequences and for the m-clecT 
sequences encoding amino acid sequences. 



-25- 



"MSDOCID: <WO 



0228480A2_L> 



WO 02/28480 



PCT/US01/30961 



Thus, the determination of percent identity between any two sequences can be 
accomplished using a mathematical algorithm. One preferred, non-limiting example 
of a mathematical algorithm utilized for the comparison of sequences is the algorithm 
of Myers and Miller (1988) CABIOS 4:1 1-17. Such an algorithm is utilized in the 
5 ALIGN program (version 2.0), which is part of the GCG sequence alignment software 
package. A PAM120 weight residue table, a gap length penalty of 12, and a gap 
penalty of 4 can.be used with the ALIGN program when comparing amino acid 
sequences. Another preferred, nonlimiting example of a mathematical algorithm for 
use in comparing two sequences is the algorithm of Karlin and Altschul (1990) Proc. 

10 Natl Acad. ScL\USA 87:2264, modified as in Karlin and Altschul (1993) Proc. Natl 
Acad. Sci. USA 90:5873-5877. Such an algorithm is incorporated into the NBLAST 
and XBLAST programs of Altschul et ah (1990) J. Mol Biol 215:403. BLAST 
nucleotide searches can be performed with the NBLAST program, score = 1 00, 
wordlength = 12, to obtain nucleotide sequences homologous to a nucleotide sequence 

1 5 encoding the polypeptide of interest. BLAST protein searches can be performed with 
the XBLAST program, score = 50, wordlength = 3, to obtain amino acid sequences 
homologous to the polypeptide of interest. To obtain gapped alignments for 
comparison purposes, Gapped BLAST can be utilized as described in Altschul et aL 
(1997) Nucleic Acids Res. 25:3389. Alternatively, PSI-Blast can be used to perform 

20 an iterated search that detects distant relationships between molecules. See Altschul 
et al. (1 997) supra. When utilizing BLAST, Gapped BLAST, and PSI-Blast 
programs, the default parameters of the respective programs (e.g., XBLAST and 
NBLAST) can be used. See http://www.ncbi.nlm.nih.gov. Also see the ALIGN 
program (Dayhoff (1978) in Atlas of Protein Sequence and Structure 5:Suppl. 3 

25 (National Biomedical Research Foundation, Washington, D.C.) and programs in the 
Wisconsin Sequence Analysis Package, Version 8 (available from Genetics Computer 
Group, Madison, Wisconsin), for example, the GAP program, where default 
parameters of the programs are utilized. 

When considering percentage of amino acid sequence identity, some amino 

30 acid residue positions may differ as a result of conservative amino acid substitutions, 
which do not affect properties of protein function. In these instances, percent 
sequence identity may be adjusted upwards to account for the similarity in 
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prepared as an aqueous or nonaqueous solution or suspension for subsequent 
administration to a subject in accordance with the methods of the invention. Each of 
these compositions will comprise anti-CD40 antibodies or variants thereof as a 
therapeutically or prophylactically active component. By "therapeutically or 
5 prophylactically active component" is intended the anti-CD40 antibody or variant 
thereof is specifically incorporated into the composition to bring about a desired 
therapeutic or prophylactic response with regard to treatment, prevention, or diagnosis 
of a disease or condition within a subject when the pharmaceutical composition is 
administered to that subject. Preferably the pharmaceutical compositions comprise 
10 appropriate stabilizing agents, bulking agents, or both to minimize problems 

associated withiloss of protein stability and biological activity during preparation and 
storage. 

Formulants may be added to pharmaceutical compositions comprising an anti- 
CD40 antibody of the invention. These formulants may include, but are not limited 

1 5 to, oils, polymers, vitamins, carbohydrates, amine acids, salts, buffers, albumin, 
surfactants, or bulking agents. Preferably carbohydrates include sugar or sugar 
alcohols such as mono-, di-, or polysaccharides, or water soluble glucans. The 
saccharides or glucans can include fructose, glucose, mannose, sorbose, xylose, 
maltose, sucrose, dextran, pullulan, dextrin, a and 0 cyclodextrin, soluble starch, 

20 hydroxyethyl starch, and carboxymethylcellulose, or mixtures thereof. "Sugar 

alcohol" is defined as a G4 to Cg hydrocarbon having a hydroxyl group and includes 
galactitol, inositol, mannitol, xylitol, sorbitol, glycerol, and arabitol. These sugars or 
sugar alcohols may be used individually or in combination. The sugar or sugar 
alcohol concentration is between 1 .0% and 7% w/v., more preferably between 2.0% 

25 and 6.0% w/v. Preferably amino acids include levorotary (L) forms of carnitine, 

arginine, and betaine; however, other amino acids may be added. Preferred polymers 
include polyvinylpyrrolidone (PVP) with an average molecular weight between 2,000 
and 3,000, or polyethylene glycol (PEG) with an average molecular weight between 
3,000 and 5,000. Surfactants that can be added to the formulation are shown in EP 

30 Nos. 270,799 and 268,1 1 0. 

Additionally, antibodies can be chemically modified by covalent conjugation 
to a polymer to increase their circulating half-life, for example. Preferred polymers, 
and methods to attach them to peptides, are shown in U.S. Patent Nos. 4,766,106; 
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Detection can be facilitated by coupling the antibody to a detectable substance. 
Examples of detectable substances include various enzymes, prosthetic groups, 
fluorescent materials, luminescent materials, bioluminescent materials, and 
radioactive materials. Examples of suitable enzymes include horseradish peroxidase, 
5 alkaline phosphatase, P-galactosidase, or acetylcholinesterase; examples of suitable 
prosthetic group complexes include streptavidin/biotin and avidin/biotin; examples of 
suitable fluorescent materials include umbelliferone, fluorescein, fluorescein 
isothiocyanate, rhodamine, dichlorotriazinylamine fluorescein, dansyl chloride or 
phycoerythrin; an example of a luminescent material includes luminol; examples of 

10 bioluminescent materials include luciferase, luciferin, and aequorin; and examples of 
suitable radioactive material include 125 1, 131 1, 35 S, or 3 H. 

The antagonist anti-CD40 antibodies can be used in combination with known 
chemotherapeutics and cytokines for the treatment of disease states comprising 
malignant B cells. For example, the anti-CD40 antibodies of the invention can be 

15 used in combination with cytokines such as interleukin-2. In another embodiment, the 
anti-CD40 antibodies of the invention can be used in combination with Rituximab 
(IDEC-C2B8; IDEC Pharmaceuticals Corp., San Diego, California) or Rituxan. 
Rituximab is a chimeric anti-CD20 monoclonal antibody containing human IgGl and 
kappa constant regions with murine variable regions isolated from a murine anti- 

20 CD20 monoclonal antibody, IDEC-2B8 (Reff et al (1994) Blood 83:435-445). 

The anti-CD40 antibodies described herein can further be used to provide 
reagents, e.g., labeled or labelable antibodies that can be used, for example, to identify 
cells expressing CD40. This can be very useful in determining the cell type of an 
unknown sample. Panels of monoclonal antibodies can be used to identify tissue by 

25 species and/or by organ type. In a similar fashion, these anti-CD40 antibodies can be 
used to screen tissue culture cells for contamination (i.e., screen for the presence of a 
mixture of CD40-expressing and non-CD40 expressing cells in a culture). 

The following examples are offered by way of illustration and not by way of 
limitation. 
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Interaction //i F/Yro 
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0 OMOLir rfa ^" HamS,CT ^ <CHO> CeUS *• •« -coding 
CD40L and expressing CD40L on the cell surface is generated. Hie CD40L- 

expressing CHO cells are incubated with purified CD40 before and after incubation of 
CD40 wtth the an«-CD40 antibody. Ftaorescein '™ 
HufgG ,s added to the ce„, PACS analysis is performed , 0 J, * 
antibody bound to the CHO cells via man n. ■.- „ 

1 to cnan t k-k-. n,dms of *° »«-CD40 antibody 

1^0 t S ° bSeqUem bindtog ° f 01,401 * *"«»■ *- CD^t 

ZZZZ ,oge,her prior ,o *• addi,io " ° f -* 
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anti-CD40 antibodv to "'nu.ng ot tins 

molecule that t y ^ COatom ^ changes in ,he CIMO 

mo.ecu.e tha, prevent ,he binding of CD40L «o CD40. 7»e pntative structural 
alteration oftheCWO molecule induced by anti-CD40 m ,n™. k 
deliver, n. m , • , antibody binding could also 

dehver a negative signal to the cell causing the antagonist effect. 

Bxampte 2: Effects of Anti-OMO Antibody on B-Cel, Proiifemtion 
Human B cells are obtained fto m the peripheral blood of healthy vol un.ee re 
Freshly tsolated B cells are cultured a, a densify of 4 x , „< ce„s/we,, in H 

ft- B,„ R ad, ,„c, varying concentiations of antagonist anti-OMO antibody, 

cd o L , m agonisl miCMo ^ ^ ^ ^ ^ y 

Pt^hf ration ,s assessed a, day 3 by measurement of.be incotpomtion of* njT 
thym.dtne after an .Shourpulse. ™e antagonist an ti -CD40 antibody ^1. 
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proliferation of these B cells, while B-cell proliferation is increased in the presence of 
CD40L or the agonist anti-CD40 antibody. 

r 

Example 3: Assessment of B-cell Activation Markers upon Incubation 
5 ^ with an Anti-CD40 Antibody 

When B-cells are activated, a number of cell surface proteins that are B-cell 
activation markers are up-regulated. Antagonist anti-CD40 antibody is tested for up- 
regulation of the B-cell activation markers CD25, CD69, CD86, HLA-DR, and 
ICAM-1 on purified human peripheral blood mononuclear cells. The expression of 
10 the activation markers on purified human peripheral blood mononuclear cells after 

incubation with; the anti-CD40 antibody is determined by FACS analysis. There is no 
difference in the expression level of these markers between antagonist anti-CD40 
antibody-treated and isotype control antibody-treated cells. 

1 5 Example 4: Human T-Cell Helper-Mediated Antibody Production in Cells 

When B cells are activated, they undergo a number of biological responses 
such as proliferation and antibody production. The activation of B cells by T- 
dependent antigens involves CD4 + T-helper (Th) cells. This T-cell help process is 
mediated partly by the interaction of CD40 on the B cells with the CD40L on the Th 

20 cells. 

Purified human peripheral blood B cells are cultured in the presence of 
purified irradiated T cells activated with anti-CD3 antibody. After 8 days, cells are 
spun down, and the cell-free supernatant is harvested. The level of IgM production is 
assessed by ELISA. Antagonist anti-CD40 antibody reduces IgM production by 
25 about 30%. Therefore, this type of antibody can reduce T cell-mediated B-cell 
immunoglobulin production. 

~ •> • 

Example 5: Demonstration of Antagonist Activity of an Anti-CD40 

Antibody in Human B Cells In Vitro 
30 To demonstrate antagonist activity of an anti-CD40 antibody of interest, the 

ability of the antibody to inhibit CD40-CD40L interaction is tested in a CD40L- 
mediated human B-cell proliferation assay (Kwekkeboom et aL (1993) Immunology 
79:439-444). A transfected CHO cell line expressing human CD40L is used to 
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stimulate the proliferation of purified human periphera. Wood B cells or PBMCs 
Human B ceHs from 10 healthy volunteer and human PBMCs from 10 healthy ' 
vo.un.eers are tested. In al, the samples tested, the anfi. C D40 antibody of interest 
suppresses CD40L-expressi„g CHO ee Ils mediated-probfemtion by a. leas, 30% a, 
concentiations ranging from 0.2 - 5 „g/ml. This observation demonstrates tha, an 

» mT an " b ° dy °" inhib " »"* *- — « -„s and 

PBMCs provtded by eell surfaee-expressed CD40L. 

Example 6: Effect of Antagonist A„fi-CD40 Andbody on Human 

Malignant B-Cell Proliferation In Vitro 
Malignant B cells from tumor infiltrated lymph nodes (NHL cells) are 
obtamed from ,0 non-HodgktVs lymphoma (NHL) patient, Tb e NHL colls are 
sroaed under four different culturo conditions: no added antibody (medium,; addition 
ofhuman tsotype antibody ,g C 2 (cntrol; roferred to as huI g G2); addition of anti- 

MS8 ' <ag0n, ' S ' - ■*"*» " - anti-CIMO 
antibody o f mte.es.. All antibodies aro tested a, ,, 2, am, 5 * in the presence of 

human H.-4 <2 ngm,,) or absence of UM. B-ce„ proliferation is measured by > H 
dtymtdme mcorporation (Schultae e, a, iWS) Proc. M* Aca d . Sc, USA 92: 8 200- 

^ 0 "- , »'i-CD40andbody,a«co„ce„ (ra ,ions„f 1 ,2 > and5,g/mldoes 
no, s,,mu,a,e NHL cells to proliferate in either the absence or presence tfnj 7 

contrast, the agonist anti-CIMO antibody (MS81), tested a, the same concentration 
s mulates NHL-cell proliferation bom in me prK e„ce ^ jn ^ rf ^ 
al Pa«ent samples. These rosults cnfirm tha, the an«-CD40 antibody of interoa, is 
™. an agoms, anti-CD^ antibody and does no, stimulate proliferation of NHL cells 
from NHL patients in vitro. 

FACS a„a.ysis of tire NHL cells is perfotmed with either a diroct-.abeled 

'° C ° nf "™ ' ha ' CD4 ° h ~ 0 " *» »™L — — 

and ma, tite antagonist antiCD40 antibody binds to the NHL cells. NHL cells from al, 

me patients express CD40 and bind the antagonist anti-CD40 antibody 
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Example 7: Antagonist Anti-CD40 Antibody Inhibits CD40L-Stimulated 

Proliferation of Human NHL Cells In Vitro 
Malignant B cells (NHL cells) from 10 NHL patients are cultured as described 
above in suspension over CD40L-expressing feeder cells under four different 
5 conditions: no added antibody (medium); addition of human isotype antibody IgG2 
(control); addition of anti-CD40 antibody MS81 (agonist antibody); and addition of 
the antagonist anti-CD40 antibody of interest. All antibodies are added at 
concentrations of 1 , 2, and 5 jig/ml in the presence of human IL-4 (2 ng/ml) or in the 
absence of human IL-4. The NHL cell proliferation is measured by 3 H-thymidine 
10 incorporation as noted in Example 4 above. The antagonist anti-CD40 antibody 
inhibits the proliferation of NHL cells when compared to the control in a dose- 
dependent manner, as the inhibitory effect increases with increasing antagonist anti- 
CD40 antibody dose. 

1 5 Example 8: Effect of Anti-CD40 Antibody on Peripheral B Cells in Chimpanzees 

Two groups of male chimpanzees receive either 0.03 mg/kg or 3 mg/kg 
antagonist anti-CD40 antibody by intravenous administration. Serum anti-CD40 
antibody concentrations and peripheral B cell numbers are monitored immediately 
after antibody administration and through day 28 post-dose. After administration of 

20 anti-CD40 antibody at 3 mg/kg, serum anti-CD40 antibody concentrations decline. 
Peripheral B-cell numbers decrease immediately after antagonist anti-CD40 antibody 
administration and recover within 3-4 weeks. Anti-CD40 antibody is detected in 
serum, bound to surface CD40 receptors on circulating B cells. The extent of binding 
appears to remain relatively unchanged in the first week post-dose, then declines 

25 subsequently through Day 28 post-dose. 

After administration of anti-CD40 antibody at 0.03 mg/kg, B cells appear to 
decline slightly by 30 minutes but return to pre-dose values within 4-6 hours. Serum 
anti-CD40 antibody concentrations are below the level of detection at 30 minutes after 
dosing. 

30 

Example 9: ELISA Assay for Immunoglobulin Quantification 
The concentrations of human IgM and IgG are estimated by ELISA assays. 
96-well ELISA plates are coated with 4 jig/ml anti-human IgG mAb or with 1.2 /xg/ml 
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THAT WHICH IS CLAIMED: 

1 . A method for treating a patient with a disease comprising malignant 
B cells, said method comprising administration of a therapeutically effective amount 
of an anti-CD40 antibody or antigen-binding fragment thereof to said patient, wherein 
said anti-CD40 antibody or fragment thereof is free of significant agonist activity 
when said antibody binds a CD40 antigen on a normal human B cell and wherein said 
anti-CD40 antibody or fragment thereof exhibits antagonist activity when said 
antibody binds a CD40 antigen on a malignant human B cell, wherein said method for 
treating said patient promotes a positive therapeutic response in said patient. 

2 The method of claim 1, wherein said anti-CD40 antibody or fragment 
thereof exhibits antagonist activity when said antibody binds said CD40 antigen on 
said normal human B cell. 

3. The method of claim 1, wherein said antibody has a dissociation 
constant (IQ) of at least about 1 CT 5 M. 

4. The method of claim 3, wherein said antibody has a IQ of at least 
20 about 1 0" 8 M to about 10" 20 M. 

5. The method of claim 4, wherein said antibody has a K<j of at least 
about 5 X 10~ 9 M to about 10~ 16 M. 

25 6. The method of claim 1 , wherein said anti-CD40 antibody is a human 

anti-CD40 monoclonal antibody or antigen-binding fragment thereof. 

7. The method of claim 1, wherein said antibody is a humanized anti- 
CD40 monoclonal antibody or antigen-binding fragment thereof. 

30 

8. The method of claim 1 wherein said malignant B cells are selected 
from the group comprising B-cell lymphoma cells, non-Hodgkin's lymphoma cells, 
high-grade B-cell lymphoma cells, intermediate-grade B-cell lymphoma cells, low- 
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grade B-cell lymphoma cells, B-cell acute lymphoblastic leukemia cells, multiple 
myeloma cells, chronic lymphocytic leukemia cells, myeloblastic leukemia cells, and 
Hodgkin's disease cells. 

5 16. The method of claim 14, wherein said anti-CD40 monoclonal antibody 

has a dissociation constant (K<j) of at least about 1CT 5 M. 

17. The method of claim 16, wherein said anti-CD40 monoclonal antibody 
has a Kd of at least about 10~ 8 M to about 1 0 20 M. 

10 

18. The method of claim 17, wherein said anti-CD40 monoclonal antibody 
has a Kd of at least about 5 X 10~ 9 M to about 10" 16 M. 

19. The method of claim 14, wherein said anti-CD40 antibody is a human 
1 5 anti-CD40 monoclonal antibody or antigen-binding fragment thereof. 

20. The method of claim 14, wherein said anti-CD40 antibody is a 
humanized anti-CD40 monoclonal antibody or antigen-binding fragment thereof. 

20 21. The method of claim 1 4, wherein said anti-CD40 antibody is an 

immunologically active chimeric anti-CD40 antibody. 
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